Nine microsatellite markers were characterized in the fungus Botrytis cinerea . Genomic DNA sequences from the partial sequencing of 12 000 bacterial artificial chromosome (BAC) clones, were screened by BLAST for various microsatellite motives, and primer pairs were designed. Cross-amplification and polymorphism were assessed on 49 isolates from B. cinerea and two related species, collected from natural populations on several plants and locations.
Botrytis cinerea (teleomorph Botryotinia fuckeliana ), is a haploid fungus causing grey mold and noble rot on grapes and several other plants. It exhibits a great morphological and genetic diversity (Mohavedi & Heale 1990; Diolez et al . 1994) . Recently B. cinerea was shown to be a species complex. PCR-RFLP and transposable elements markers divided B. cinerea in two varieties (Giraud et al . 1997 (Giraud et al . , 1999 : 'tranposa' strains carrying two active transposable elements, and 'vacuma' strains in which those transposable elements are absent or inactive. Nucleotide polymorphism at four nuclear loci (Fournier , unpublished data) further divided B. vacuma strains in two subgroups: 'pseudo-cinerea' contains all the vacuma strains resistant to a fungicide, the fenhexamid; these isolates are genetically isolated from the others, thus form a true phylogenetic species. The remaining strains ( vacuma strains sensitive to fenhexamid and tranposa strains) were called 'cinerea stricto sensu' . To confirm the structure of this complex, and study the differentiation among host plants, more polymorphic markers were needed; this prompted the search for microsatellites.
A BAC library built from genomic DNA of a reference strain, was partially sequenced by the Genoscope (Evry, France). BLAST researches for microsatellite motives were performed in the resulting 12 Megabase sequence bank. Nine sequences were selected according to three criteria: at least eight repeats of the motive and no more than one interruption in the core sequence, flanking regions of at least 100 bp (GenBank accession numbers: Bc1: AF478349; Bc2: AF478350; Bc3: AF480438; Bc4: AF478351; Bc5: AF478352; Bc6: AF478353; Bc7: AF478354; Bc9-10: AF478355). Primer pairs were designed using oligo tm . program (Macintosh version 4.0, National Bioscience). Bc9 and Bc10 are joint microsatellites loci ( JMS) separated by about 70 bp; Bc1 is also a JMS (two core sequences separated by about 50 bp), but scored as a single microsatellite sequence.
Each locus was screened for allele size variation and cross-amplification using 49 Botrytis spp. isolates, from various plants and locations: 44 B. cinerea stricto sensu , four B. pseudo-cinerea and one supposed B. convulata (Table 1) . DNA extractions followed Möller et al . 1992 protocol. Amplifications were performed using a PTC100 thermocycler: 1 denaturation step at 94 ° C for 3 min, 30 cycles of 94 ° C for 30 s, annealing temperature of 50 ° C, 53 ° C or 59 ° C (see Table 2 0.25 U of Taq DNA polymerase (Promega), and approximately 10 ng of sample DNA polymerase chain reaction products were analysed in 6% polyacrylamide gels and visualized by autoradiography. Alleles were scored by length in base pairs. The nine primer pairs successfully amplified fragments of expected size (Table 2 ). All loci were polymorphic (2-11 alleles). The four isolates of B. pseudo-cinerea carried at least one private allele for four loci (Bc1-3-6-10), but failed to give any amplification for locus Bc2. These data confirm the high genetic diversity in the B. cinerea complex, and open opportunities to population differentiation studies. Samples coming from grapes and other plants from several locations are currently being genotyped with these markers.
